hongoquercin B approximately 10-fold but had little effect on the production of hongoquercin A (Fig. 5 ).
Because hongoquercins A and B differ only in an acetate group, we speculate that metabolism of dextrose may increase the intracellular pools of acetate or acetyl CoA, stimulating increased production of hongoquercin B.
Surprisingly, glycerol appears to have stimulated cell growth ( Fig. 5 ), a factor which could contribute to the depletion of acetate pools, and the decreased synthesis of hongoquercin B. Both compounds were inactive in medium containing 5% sheep's blood, suggesting strong serum binding of these compounds (data not shown).
Inhibition of DNA, RNA, and protein synthesis was determined by measuring the incorporation of 3H-Tdr, 3H -Udr , and 3H-AA, respectively, into TCA-precipitable material of a logarithmic-phase culture of E, coli imp. Control drugs affected the anticipated macromolecular processes (Table 2) . Treatment with 1 incorporation of all three radiolabeled precursors. Inhibition patterns were similar to those of polymyxin B, suggesting an instant disruption of membrane integrity. The lysis of human RBCs (hRBC) and the leakage of intracellular potassium from bacteria further support the membrane-damaging effects of 1 ( incubated at 500 rpm with 1 liter air/liter medium/minute days. Samples were prepared for analysis by lyophilization of the whole broth and extraction with methanol; the extracts were analyzed by HPLC as described below.
The time course for the production of hongoquercins A and B in CSO-5 or SO-11 (3% dextrose, 1.5% soy flour, 0.2% sodium chloride, 0.1% calcium carbonate) media was performed in duplicate 250ml Erlenmeyer flasks and was monitored by repeated sampling of flasks over time. prewet with chilled DI water, a 12 second wash with 5% chilled TCA and a 5 second drying cycle. To assess the effects of the drugs on cellular uptake of radiolabeled precursors, the addition of TCA to the microtiter plate was eliminated, and the contents of each well were harvested onto a glass fiber filter by the Skatron 96-well cell harvester programmed for a 3 second prewet with chilled DI water, a 10 second wash with chilled normal saline (0.9% NaCl in DI water), and a 5 second drying cycle. Filter mats were dried for 7 minutes at high power in a microwave oven (Quasar, 700 Watts), solid scintillant (MeltilexB, Pharmacia 1205-402) was applied, and the isotope that was retained on the filter was quantified in an LKB Betaplate scintillation counter (Wallac 1205). The levels of incorporation of 3H-Tdr, 3H-Udr, and 3H-AA are expressed as a percent of the untreated control.
Effect on Intracellular Potassium of E. coli imp Effects on intracellular potassium in E. coli imp were studied in a saline buffer (10mM Hepes buffer containing 150mM NaCl and 0.1mM KCl, pH 7.0).11) A log-phase culture was washed twice with saline buffer, and the pellet THE JOURNAL OF ANTIBIOTICS AUG. 1998 was resuspended in the same buffer to an OD600 of 2.00.
One ml of the bacterial suspension was treated with the test compounds at various concentrations for 1 hour, after which the cells were pelleted by centrifugation (at diluted 1:10 in HPLC grade water and was analyzed for potassium ion by atomic absorption spectrophotometry (Instrumentation Laboratories 551). For the determination of the total potassium level, 1ml of the culture was
The supernatant was then diluted 1:10 and analyzed for potassium ion.
Lysis of Human RBC
One ml of freshly pooled blood was centrifuged (at times with normal saline by repeated resuspension and centrifugation, and then the pellet was resuspended in 1ml of RBC buffer (10mM Na-phosphate+150mM NaCl+1mM MgCl2, pH 7.4).12) Twenty five microliters of the RBC suspension was added to microfuge tubes containing 1ml of drug solution (final concentration RBC buffer. After 2 hours of treatment, the tubes were absorbance (at 540nm) of the supernatant was measured.
